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Abstract: Hypoxia is a stress factor frequently encountered during flight and a common cause of tissue and cell 
injury experienced by in-flight crew. Effects of hypoxia on the body can vary depending on the duration and severity 
of hypoxic exposure. As symptoms can differ among individuals, the measures taken to address hypoxia can be 
greatly improved by understanding its effects. It is critically important for pilots, cabin crew, and in-flight medical 
professionals to familiarize themselves with hypoxia and the factors that affect its presentation. In this study, we 
investigated the effect of hypoxia on the expression of vascular endothelial growth factor (VEGF) in mice using a 
hypoxic-exposure model. Experimental animals were placed in a hypobaric chamber at 8,000 ft for 1 h (n=5), 3 h 
(n=5), or 6 h (n=5). Immediately after hypoxic exposure, protein concentration of VEGF and mRNA levels of hypoxia-
inducible factor-1α (HIF-1α) and VEGF were analyzed in serum and liver tissue homogenates. Exposure to hypobaric 
hypoxia significantly upregulated the expression of both HIF-1α and VEGF mRNA, but not hepatic VEGF mRNA. Our 
data indicate that acute exposure to hypobaric hypoxia upregulates serum mRNA levels of HIF-1α and VEGF in mice, 
and that the liver is less likely to be the source of elevated serum VEGF mRNA. In contrast, serum VEGF protein level 
may be regulated by other factors. Further investigations to confirm or disprove our preliminary results are required.
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Introduction
Hypoxia is one of the most frequently encoun-
tered stress factors, and it is often implicated 
as a common cause of tissue and cell injury. 
Recent studies have indicated that the effects 
of hypoxia on the body can vary depending on 
the duration, severity, and frequency of hypoxic 
exposure [1]. Individuals may be exposed to 
acute or chronic hypoxia during their lifetime, 
and previous studies have reported the effects 
of hypoxia on the organs and tissues. Hypoxia 
can be observed in both physiological and 
pathophysiological conditions such as those 
encountered during severe exercise, air travel, 
obstructive sleep apnea, exposure to high alti-
tude, and various respiratory diseases [1].
The aerospace environment has negative 
effects on body functions, resulting in the mal-
function of vital organs. Flight surgeons contin-
ually seek to determine and understand the 
physiological responses of pilots to hypoxia and 
the pathophysiological mechanisms involved. 
Advances in aircraft design have made it pos-
sible to fly at increasingly higher altitudes. 
However, the possibility of experiencing hypoxia 
still exists, not only for pilots and cabin crew, 
but also for patients being transported by mili-
tary or civilian airlines [2]. As symptoms of 
hypoxia can vary among individuals, the mea-
sures taken to address hypoxia can be greatly 
improved by understanding its effects. It is criti-
cally important for pilots, cabin crew, and medi-
cal professionals to become familiar with hy- 
poxia and the factors that affect its presen- 
tation.
Vascular endothelial growth factor (VEGF), pre-
viously known as vascular permeability factor, 
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is a potent endothelial cell-specific mitogen 
involved in the regulation of vascular permea-
bility and angiogenesis [3]. When administered 
to endothelial cells in culture media, VEGF 
induces several of the steps involved in forma-
tion of new blood vessels, including prolifera-
tion and migration of endothelial cells and elici-
tation of de novo blood vessel formation. VEGF 
also triggers the production of matrix metallo-
proteinases, which are required for breakdown 
of the basement membrane and invasion of 
blood vessels into the surrounding stroma [4]. 
Hypoxia stimulates the expression of both 
VEGF and its receptors in human endothelial 
cells [5]. Xu et al. [6] demonstrated that VEGF 
expression in the brain is strongly upregulated 
by alveolar hypoxia, indicating the association 
of VEGF with the pathogenesis of high-altitude 
cerebral edema. Christou et al. [7] also ob- 
served that hypoxia significantly upregulated 
gene expression of VEGF and its receptors in 
rat lungs. Similarly, a previous human study by 
Walter et al. [8] reported that serum VEGF con-
centration significantly increased in mountain 
climbers 24 h after they reached an altitude of 
4,559 m (14,957 ft).
Commercial aircraft pressurization can provide 
a “shirt-sleeve environment” within the cabin, 
with an equivalent altitude of 8,000 ft, while 
the aircraft can operate up to approximately 
40,000 ft. In contrast, military combat aircrafts 
are pressurized to a lower degree than com-
mercial or noncombat planes, because they 
are more likely to sustain damage that can 
result in loss of pressurization [9]. At an alti-
tude of 8,000 ft, the ambient partial pressure 
of oxygen is 118.29 mmHg and alveolar oxygen 
tension is 68.9 mmHg, which are 26% and 34% 
lower than those at sea level, respectively. 
Though an altitude of 8,000 ft falls within the 
physiologically efficient zone, one can experi-
ence shortness of breath, fatigue, dizziness, 
and headache with prolonged exposure [10]. 
In this study, we used an animal hypoxic-expo-
sure model to investigate whether acute expo-
sure to hypobaric hypoxia alters the mRNA 
expression levels of hypoxia-inducible factor 
alpha (HIF-1α) and VEGF as well as VEGF pro-
tein concentration. Further, the source of ele-
vated serum VEGF mRNA was determined by 
analyzing levels of hepatic VEGF mRNA. We 
observed that acute hypoxic exposure signifi-
cantly upregulates serum mRNA levels of HIF-
1α and VEGF, suggesting a role of hypoxia in 
regulation of the VEGF signaling pathway. The 
expression pattern of hepatic VEGF mRNA did 
not correlate with change in serum VEGF mRNA 
level.
Materials and methods
Experimental animals and hypoxia exposure
An experimental scheme is shown in Figure 1. 
Twenty-five 8-yr-old C57BL/6 mice were used. 
Throughout the experimental period, the ani-
mals were fed standard laboratory mouse chow 
and provided free access to water. The animals 
were randomly divided into hypoxic and control 
(normoxic) groups. To achieve hypoxia, mice 
were placed in an altitude chamber at a baro-
metric pressure of 570 mmHg, corresponding 
to an altitude of 2,438 m (approximately 8,000 
ft). The temperature and moisture of the cham-
ber were maintained at 20°C to 24°C and 45%, 
respectively. The animals in the hypoxic groups 
(n=5 each) were exposed to these conditions 
for 1, 3, or 6 h. The mice in the control group 
(n=5) were housed in the same environment as 
the hypoxic group, with access to food and 
water ad libitum, except that they were allowed 
to breathe normal room air. Later, the mice 
were laparotomized via a midline incision to col-
lect tissue samples. Liver tissue was immedi-
ately frozen in liquid nitrogen at -80°C until 
reverse-transcriptase polymerase chain reac-
tion (RT-PCR) analysis was performed. Whole 
blood was collected by cardiac puncture and 
centrifuged at 3,000 rpm (approximately 1,000 
g) for 10 min to obtain serum. The care of ani-
mals and experimental procedures were in 
accordance with guidelines established by the 
National Institutes of Health. All procedures 
were approved by the Institutional Animal Care 
and Use Committee (IACUC) of the Republic of 
Korea Aerospace Medical Center (Cheongju, 
Chungcheongbuk-do, Republic of Korea; Pro- 
tocol No.: ASMC-14-IACUC-001).
mRNA expression of HIF-1α and VEGF
Real-time RT-PCR was carried out for HIF-1α 
and VEGF to quantify gene expression of HIF-1α 
and VEGF under hypoxia. Quantitative real-time 
RT-PCR was performed using a Bio-Rad CFX96 
Real-Time PCR Detection System (Bio-Rad 
Laboratories, Hercules, CA) with a C1000 
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Thermal Cycler (Bio-Rad Laboratories). Total 
RNA from serum and liver tissue was isolated 
using the NucleoSpin RNA II extraction kit 
(Macherey-Nagel, Dueren, Germany), according 
to the manufacturer’s instructions. cDNA syn-
thesis was performed using the ReverTra Ace-
α-reverse-transcriptase kit (Toyobo, Osaka, 
Japan) according to the manufacturer’s instruc-
tions. Standard cDNA was quantified photomet-
rically. Reverse-transcribed cDNA was used for 
real-time RT-PCR using SsoAdvanced SYBR 
Green Supermix (Bio-Rad Laboratories). PCR 
was initiated with a denaturing step at 95°C for 
3 min, followed by 40 cycles at 95°C for 10 sec, 
58°C for 10 sec, and 72°C for 20 sec. A melting 
curve analysis from 65°C to 95°C was per-
formed following each RT-PCR in order to test 
for the presence of primer dimers. When prim-
er-dimer formation was detected, the PCR was 
repeated using a fresh aliquot of cDNA. Each 
measurement was repeated three times, and 
the values were used to calculate the ratios of 
HIF-1α/glyceraldehyde 3-phosphate dehydro-
genase (GAPDH) and VEGF/GAPDH, with a 
value of 1.0 used as the control (calibrator).
Measurement of serum VEGF concentration
Serum VEGF concentration was determined by 
enzyme-linked immunosorbent assay (ELISA) 
Results
Significant increases in HIF-1α mRNA expres-
sion in the serum of hypoxic mice were observed 
in the 3- and 6-h exposure groups (Figure 2A). 
Quantitative real-time RT-PCR analysis of HIF-
1α mRNA revealed 1.60-, 2.67-, and 1.88-fold 
increases in the amount of mRNA in the 1-, 3-, 
and 6-h exposure groups, respectively. 
Serum VEGF mRNA level showed a trend similar 
to that of HIF-1α mRNA expression (Figure 2B). 
Significant increases in VEGF mRNA expression 
in the serum of hypoxic mice were observed in 
the 1- and 3-h exposure groups. Quantitative 
analysis revealed 1.69-, 3.17-, and 1.36-fold 
increases in the amount of VEGF mRNA in the 
1-, 3-, and 6-h exposure groups, respectively. 
To determine the source of elevated serum 
VEGF mRNA, hepatic VEGF mRNA level was 
also analyzed. However, the time course of 
changes in hepatic VEGF mRNA level was differ-
ent from that of serum mRNA level (Figure 2C); 
a significant upregulation of hepatic VEGF 
mRNA was observed only in the 6-h exposure 
group (1.80-fold compared to the control 
group). The 1-h exposure group displayed a 
slight increase in the amount of mRNA com-
pared to the control group, whereas the 3-h 
exposure group showed a decrease below the 
Figure 1. Experimental scheme of hypoxic exposure. Experimental animals 
(n=5 each) were exposed to hypobaric hypoxia (8,000 ft) for 1, 3, or 6 h. Se-
rum and hepatic HIF-1α and VEGF mRNA levels were measured using quan-
titative real-time RT-PCR, and serum VEGF concentration was analyzed using 
ELISA.
using a VEGF (R&D Systems, 
Quantikine ELISA, MN) assay 
kit, according to the manu-
facturer’s instructions. VEGF 
level was determined by 
measuring optical density 
using a microplate reader 
(Bio-Rad Laboratories) at 
450 nm.
Statistical analysis
All values are provided as 
mean ± standard error. Diff- 
erences in the normalized 
mRNA ratio and protein con-
centration between groups 
were assessed using the Kr- 
uskal-Wallis test (SPSS ver. 
18.0 software; IBM SPSS 
Inc., Chicago, IL, USA). P val-
ues < 0.05 were considered 
statistically significant.
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basal level found in the control group. These 
results indicate that the liver is unlikely to be 
involved in the upregulation of serum VEGF 
mRNA and protein expression following hypoxic 
exposure. Similarly, the time course of altera-
tions in serum VEGF level was different from 
that of VEGF mRNA level. As shown in Figure 
2D, The mean serum VEGF level of the control 
group was 25.58±7.96 pg/mL. After hypoxic 
exposure, the levels decreased, although the 
difference was insignificant; the mean serum 
VEGF concentrations of the 1-, 3-, and 6-h 
exposure groups were 20.87±4.06, 18.61± 
1.09, and 20.15±3.33 pg/mL, respectively. 
These findings suggest that serum VEGF pro-
tein level is regulated by other factors. None of 
the mice displayed remarkable changes in 
behavior during or after exposure to hypoxia.
Discussion
We observed that mRNA expression levels of 
HIF-1α and VEGF increased significantly under 
hypobaric hypoxia. HIF-1α and VEGF mRNA lev-
els were higher in the 1- and 3-h exposure 
groups than in the control group. Additionally, 
mRNA levels increased to a greater extent in 
the 3-h exposure group than in the 1-h expo-
sure group, although the difference was not 
statistically significant. The 6-h exposure group 
Figure 2. Effect of exposure to hypoxia on the expression of HIF-1α and VEGF. (A and B) Time course of expression 
of serum HIF-1α mRNA and VEGF mRNA. Significant increases in the amount of (A) HIF-1α and (B) VEGF mRNA were 
observed in hypoxic mice. (C) Time course of expression of hepatic VEGF mRNA. The 6-h exposure group showed 
a significantly higher mRNA level than the control group, whereas the other two groups did not show a significant 
difference in VEGF mRNA level compared to the control group. (D) Time course of expression of serum VEGF con-
centration. Compared to the control group, the three experimental groups displayed lower VEGF levels, although the 
differences between the control group and each experimental group were not significant.
Hypoxia upregulates HIF-1α and VEGF
6499 Int J Clin Exp Pathol 2016;9(6):6495-6500
showed a lower normalized ratio than the 3-h 
exposure group; however, it was still higher 
than that in the control group. These results 
suggest that exposure to hypobaric hypoxia 
triggers hypoxia-induced cellular signaling cas-
cades, including HIF-1α and VEGF signaling 
pathways. This finding indicates the possibility 
that at least 3 to 6 h is needed for physiologic 
adaptation to hypoxia at an altitude of 8,000 ft.
Results of previous studies investigating the 
effects of hypoxic exposure on serum VEGF 
concentration are controversial. Schobersbe- 
rger et al. [11] investigated the effects of 
exhaustive long-lasting exercise at moderate 
altitude on the time course of changes in serum 
VEGF level, where 13 well-trained runners who 
participated in the Swiss Alpine Marathon of 
Davos (distance, 67,000 m; altitude difference, 
2,300 m) were observed. In their study, serum 
VEGF increased significantly, immediately after 
the run, and was maintained at a significantly 
high level (up to 2.4-fold higher) until 5 d post-
exercise. In contrast, Maloney et al. [12] found 
that high-altitude VEGF level was not signifi-
cantly higher than that measured at sea level in 
mountaineers at high altitude (14,200 ft). In 
the present study, serum VEGF concentration 
was not significantly altered following hypoxic 
exposure but did decrease slightly. This result 
is consistent with that of Gunga et al. [13], who 
investigated the time course of changes in 
serum VEGF concentration during a high-alti-
tude marathon run. They showed that pro-
longed physical stress during severe hypobaric 
hypoxia decreased serum VEGF level. Serum 
VEGF concentration is determined by its pro-
duction as well as the release, removal, and 
binding of circulating VEGF [14]. Our findings of 
an insignificant association between VEGF 
mRNA expression level and VEGF protein con-
centration raises the possibility that changes in 
serum VEGF concentration after hypoxic expo-
sure may be regulated by factors other than 
transcriptional upregulation at a cellular level. 
To investigate whether the upregulation of 
serum VEGF mRNA expression was associated 
with elevated hepatic VEGF mRNA production, 
we determined VEGF mRNA levels in liver tissue 
homogenates obtained from hypoxic mice. We 
did not observe any statistically significant 
increase in hepatic VEGF mRNA compared to 
the control group, suggesting that the liver is 
unlikely to be the source of elevated serum 
VEGF mRNA. However, as only a small number 
of animals were used in the study and the expo-
sure duration was short, the possibility of an 
association between hepatic VEGF mRNA pro-
duction and serum mRNA level cannot be com-
pletely discounted. 
In conclusion, the results of the present study 
indicate that hypobaric hypoxia upregulates 
serum mRNA levels of HIF-1α and VEGF in mice. 
The liver seems unlikely to be the source of 
elevated serum VEGF mRNA. Our findings of an 
insignificant association between level of 
serum VEGF mRNA and protein concentration 
indicate that changes in serum VEGF concen-
tration after hypoxic exposure are possibly reg-
ulated by factors other than transcriptional 
upregulation. Further investigations to confirm 
or disprove our preliminary results are required.
Acknowledgements
This study was supported by a grant of the 
Aerospace Medicine Research Project funded 
by the Medical Division, Headquarter, Republic 
of Korea Air Force (2014). The opinions ex- 
pressed herein are that of the authors and do 
not reflect the official policy or position of the 
Republic of Korea Air Force or Republic of Korea 
Ministry of National Defense.
Disclosure of conflict of interest
None.
Address correspondence to: Dr. Hyun-Soo Kim, 
Department of Pathology, Severance Hospital, 
Yonsei University College of Medicine, 50-1, Yonsei-
ro, Seodaemun-gu, Seoul 03722, Republic of 
Korea. Tel: +82-2-2228-1794; Fax: +82-2-362-
0860; E-mail: hyunsookim@yuhs.ac
References
[1] Neubauer JA. Invited review: Physiological and 
pathophysiological responses to intermittent 
hypoxia. J Appl Physiol (1985) 2001; 90: 1593-
1599.
[2] Cable GG. In-flight hypoxia incidents in military 
aircraft: causes and implications for training. 
Aviat Space Environ Med 2003; 74: 169-172.
[3] Connolly DT, Heuvelman DM, Nelson R, Olan-
der JV, Eppley BL, Delfino JJ, Siegel NR, Leimgr-
uber RM, Feder J. Tumor vascular permeability 
factor stimulates endothelial cell growth and 
angiogenesis. J Clin Invest 1989; 84: 1470-
1478.
Hypoxia upregulates HIF-1α and VEGF
6500 Int J Clin Exp Pathol 2016;9(6):6495-6500
[4] Ferrara N, Houck K, Jakeman L, Leung DW. 
Molecular and biological properties of the vas-
cular endothelial growth factor family of pro-
teins. Endocr Rev 1992; 13: 18-32.
[5] Claffey KP, Shih SC, Mullen A, Dziennis S, Cu-
sick JL, Abrams KR, Lee SW, Detmar M. Identi-
fication of a human VPF/VEGF 3’ untranslated 
region mediating hypoxia-induced mRNA sta-
bility. Mol Biol Cell 1998; 9: 469-481.
[6] Xu F, Severinghaus JW. Rat brain VEGF expres-
sion in alveolar hypoxia: possible role in high-
altitude cerebral edema. J Appl Physiol 1998; 
85: 53-57.
[7] Christou H, Yoshida A, Arthur V, Morita T, 
Kourembanas S. Increased vascular endothe-
lial growth factor production in the lungs of rats 
with hypoxia-induced pulmonary hypertension. 
Am J Respir Cell Mol Biol 1998; 18: 768-776.
[8] Walter R, Maggiorini M, Scherrer U, Contesse J, 
Reinhart WH. Effects of high-altitude exposure 
on vascular endothelial growth factor levels in 
man. Eur J Appl Physiol 2001; 85: 113-117.
[9] Davis JR, Johnson R, Stepanek J, Fogarty JA. 
Fundamentals of Aerospace Medicine. Phila-
delphia, PA: Lippincott Williams & Wilkins; 
2008.
[10] Campbell RD, Bagshaw M. Human Perfor-
mance and Limitations in Aviation. Malden, 
MA: Blackwell Science; 2002.
[11] Schobersberger W, Hobisch-Hagen P, Fries D, 
Wiedermann F, Rieder-Scharinger J, Villiger B, 
Frey W, Herold M, Fuchs D, Jelkmann W. In-
crease in immune activation, vascular endo-
thelial growth factor and erythropoietin after 
an ultramarathon run at moderate altitude. Im-
munobiology 2000; 201: 611-620.
[12] Maloney SC, Godeiro KD, Odashiro AN, Burnier 
MN Jr. Current and emerging concepts in the 
management of neovascular age-related mac-
ular degeneration. Cardiovasc Hematol Agents 
Med Chem 2007; 5: 147-154.
[13] Gunga HC, Kirsch K, Rocker L, Behn C, Ko-
ralewski E, Davila EH, Estrada MI, Johannes B, 
Wittels P, Jelkmann W. Vascular endothelial 
growth factor in exercising humans under dif-
ferent environmental conditions. Eur J Appl 
Physiol Occup Physiol 1999; 79: 484-490.
[14] Oltmanns KM, Gehring H, Rudolf S, Schultes B, 
Hackenberg C, Schweiger U, Born J, Fehm HL, 
Peters A. Acute hypoxia decreases plasma 
VEGF concentration in healthy humans. Am J 
Physiol Endocrinol Metab 2006; 290: E434-
439.
